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US.OOOrpmXSOmin) . »e,*Lfcfl«*10mllV V (pH7 ^S?^ 

,10mM'JV*t>y9Ai«* (PH7.0) KtfLTaWfU »"n7'i>if»*^ 
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V (PH7.0) ^ffftU*^C«ltfc. lOmM'J b J 

(pH7oA*?A*^L ^35mMV^Bft^>'^A««* (pH7.0) ^IgE*»ffi* 
^ o 'DE52OIgE#WW*«*50%ft^tt*fc L20fl-««*Mfe. *'^* L,t ^^Sft 
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tz mMO. 5mL/fr) o IW]^im^C0«®^ll^^^t^o ^Protein G 
^RI&'ftKTglSJU »O®^^0J1XL. lOmM Na, K V ^®^«ifcpH7. 5£*tLTjg#r 

[0 0 5 6 ] r _ n 

Protein GMfl^l^f ft Q-Sepharose F.F. column (Q-Sepharose Fast FlowLMan 
£] jJ^At'fX; 1. 6X8. 5 cm. 7vy t A/^ tt^xy^tt) CSPlL/i 

(Buffer A=10mM Na, K V >»«tt«tpH7. 5, Buffer B=0.3M Na, K U >SliW7.5 , F 
low=3mL/min, Fraction size=3mL, Gradient=0%B for 5min. 0-100%B in 90min) 0 M 
i-SPCARJ&itlfe^ J: *) IgEv#ffi!hfr£$:feL*:o 

I 0 0 5 7 J /o J O 

Q-Sepharose I^»fflliI^«E*R^*»t*"C**S U Superdex 200 column (Superdex 2 
OOXK16/60 . *9At>fX; 1. 6 X 6 0 c nu T ^ v * ^ > * 

tt) KSBBLfc (M; lmL/*> 77^>3>t^; lmL, ; 5 Ommol/L 

MES, O.lmol/L NaCl,pH6.5) 0 PCARJfett«tl= i •? IgEiSffilB^fcife^ U lOmM Na.KU 

>tifj'S p H7. 5 CM Ltllf L o 

Superdex 200 column^ IgE*#ffiIJ*£Mono Q column (Mono Q HR5/5 [iSnp^] > #9 A 
*MX;0. 5X5cm, 7vy^ A;^ tt^^^tt) CISI/: (Starting buff e 
r (buffer A) : 0.01M Na,K phosphate buffer pH7.5, Gradient buffer (buffer B) : 0.3 
M Na, K phosphate buffer pH7. 5, Gradient I sample * V - Vfe, 0%B for 5min, 0-100% 
B in 30min, ^l.Oml/min, UV range 0-0.2) „ *Jfc**PCAKlStt*K * t> IgB»ffiW 
5>^^U 1 I gEl^lto 

[0 0 5 9] 

( 4 ) 7 M g Elfl-ORtttt 

±IB ( 3 ) tll^W^^^HgE iS53^fi14'l£li ftT« fc is *) o fc 0 

[1] S°D°S 6 - 0 P A G E K £ l) F^l^, ^<Z)^^ KO^f-*li» 2 0 0 

k ^;tl*t I gE!H^***5c19£ttfl-fflJR** (62.5 mmol/L Tris-HCl pH6.8, 25%^ 
ij-bn-;v 2 % SDS& OT.01%7nA7xy- ;v y ;v - ) fc»#U l00t:-e3^M 
£ SDS-PAGEHto/Co 7^'J;V75 K*BE**5~20%aiflE4gBBO^^ (E-T520L 
a' 7>-tt) -e^*^MIL7to I^tilit^ Lt, 62.5 mmol/L Tris-HCl pH8.3 
192mmol/L^'; 0.1% SDS£«J3 Ltz 0 40mAT»803^1i»«J Lfcfc. ^*«3ft 

(M^^73-^D»Ii) t/Co ^i^-*-fcU, HMW SDS -r-* 
(5 [212, OOODa]. « 2^ n 7 'J > [170, OOODa]. jS^nv^ 

-tf [116, OOODa] , l7^7x'J> [76, OOODa] . ^ * 5 K n *f±- V [53, OOODa 

], 77y^A^tt^>7tt) OTL/:o 

v _ y ! ; 2 ; ^;V^Ey b I g EI*) o 

[ 0 0 6 2 ] 

mmrn^y H«:*5etts ds-pagec^ 20^1$^ k*> 

7 0 k D a Stf&j 3 0 k D a * J 
^B;V^ h I g Emfr* MTU&mmmW (62.5 mmol/L Tris-HCl pH6.8. 350 mmol 
/L mxW r-JK 25%^ i ;-fen-;v. 2% SDSXl/0. 01% "/n A 7^7 -JV7;V- 
) fc»#U 100VX«3frmimm&, SDS-PAGE*tTofco 7^'J;V7 5 KtW 
~20%*JK^EO^ (E-T520LSa, 7h-tt) -Cfl*3W-*fl-*Ufco iMlitfttt 
T 62 5 mmol/L Tris-HCl pH8.3. 192mmol/L^ >\ 0.1% SDS*fflV>fc a 40mA^80* 
W**Uto&Lfc^ ±lBfc|WI#CLT^;v^«fet/c 0 Mv-*-Ht, LMW ^ 
_^_^]. (^7*'J9-€ b [97, OOODa], T;V^5 > [66, OOODa]. #67^7* 
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5> [43,000DaL »^^7^K?-* ^^^-^ly^^imm 
O.lOODa] . «-9^h7^5> [14,400Da], 7vy tt^^^tt) fciEffl 

[ 0 0 6 3 1 

m2K7r^±*)K, =Efr*v b I gEl^«SDS-PAGEi:i^ ±IB[i] 
t*v^r«*e»*Lfc»2 0 0 kDa©^> Kli**> »7 0 kD a tfi3 0kD 

[3]l°;v%Vh I gE^IffilW^^^^^^»^ : ^^ at 
[0 0 6 5] 

[4l^;v^e -7 b P c AElt^Wt^^ ; 

^;V*>7 b I gE*#*MJtifcfc*fl§v>-C, Sfi?«^31.3, 62.5. 125i3 «t t>250ng 
M^^^CtW^ii^o b (Hartley, if, 4 ^5 0 »~ 6 0 0 g)**- 

WLfco SHFlim l mg /iLOVAS^l%^7X7-iH^ItMf 
SlmUiAU 30MU: o |3C^^^ |*»»Ai«iPtt^^ b I g 

[0 0 6 6] 

IgE® ^ * ffiSH" * # * Prote in G*7A?nvH77^U 

* ? h IgEM^ £ ±iB#*5ntt*fl i £ X SDS-PAGE^fo/: (EI 4 *>**» V - ✓ 1 
. v->2 ; *;wfry b I g GI?>> v->3 ; ^;v^y b I gE®^) » 

r 0 0 6 7 1 

[S^ilSff] «) *-CSiftfc"C30#WiRftLrt:fc, «fe^«E(20mmol/L Tris. 50 
Ommol/LNaCl, 0.05%Tween [Mffiff] "20, pH7. 5) L/io / 

ft* J: $ fc#*Lfco ft»*W> = b n^^n-xm^lO^g/^^L^ ^f»*J 
Y IgGifr!*-CM c T H*n«Hl L o - h n * ^ n - ^ R * ife*** ^M^- «f 

^igG*fL# (*b*«) *2oooflf*3Rbfc#«t+t?saK^ii*ia«ft^ fe o 

^aiCT5^WlO«»t2Elift«95gb, 20mmol/L Tris, 500mmol/L NaCl, pH7. 5^J Jtok 
T5^F^«MLfCo - b n-b;vn-^m*Immun-blot assay kit(Bio-Kad*t) £>IWC»<6 
DevelQperi:Mt^5fl-|BISaL, ftfefcjfc**?^ Rfc*#lL3*;fc 

o 

H 4 £14 J: } y b I g GM^f4^ii^»^160kDa#S^^^ * b IgGfcH 

#*-*av^#fM>fc*Lfc (V->4 ; b IgGM) o **** big 

IgG^#^"L^v^i fc^StLfco 
[0 0 6 9] 

«K«lT«?,*L^fc75;a/<>b (Titer Max: y^vtt») ■ 
l' ± ») 3Lit £ 1 tL/cM^ 25 ^/ g/-x v ;v v a ✓ 0. 5mL/-7 9 * £ 
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fcfcJ^WRLfco :«fi^^ (BALB/c, 4»tft) (C2JiWWHIt?3|iI&rtXW 

T3w»i:PEGffi^T«iBii^bfco i*^> K ~ v * 96 ^£L v 7*t 

-fr&L 37X:^^m^^^*^( 5% C0 2) 37°C )*T?1-2»W*&*U HAT 

Ri|i*3RfeHJ:&^n-->^*2lsm»)*U **** bItffc*JJ*K *f 
-^BlK BALB / c-?* X<DWLMft~?Mm2^?^ ^W^^nN >G ^ 7n 
[0 0 7 0] 

»M 3 ; ±> 2 ±elisaMM^M^ . _ , , 

°(1) MgE^/^n-^-;v^#op 



Si 



W^y^-e^;V^^v^--t?4mg^m^7KlmL^ML, * W600^ L HO. lmol/LA 3* 
*Bt^hy^A»«tl20/.L*Jni^-C, SaT20*HRJS***:o C^M^lmmol/iym 
; HJ ^ii$ (pH4.4) i:Mtt-«ifU l3 9*Wft^***^/-*»* 
®3?*mM^*^>^-^« 300 A< L ^ 0.2molA«II«£l5^Ujn 

« ^ L 5g^T-C2^Flffl ^f>^a^—>a>Lfco * ©ft* 4mg/mL 7jc* / ft:* ^It 

>U^A*25^Ltn^ 4TCT?2B*Mifc1lLfeo 50mmol/L U (pH7.0) 

[0 0 7 1] 

(2) v JV^ y h IgE^WSft^?) 3 - r ^> ^ 

^ffim r#V>T#e>*Lfc-r**^efl^y HgES;#^^tfflI«S (5mmol/LV > 
0.9%NaCl P H7.0) fcl0,i g/mLfc * * J: 0 Lfco - « *f * ~ ^\ 

^f(7^o^a-^V-f> Maxsorp-F8 , Nunctt) £200/* Lto^fe U 4CT 

3lfttL/;o 
[0 0 7 2 ] 

(3) "7 {'dM? — 7° 1^ — 1^ (0 7" D 7 ^ 7* 

^<7^;V^300 W LW-7°V- (40mmol/LV >m^> 0.9%NaCK 0.1%IW*5W [7 
nJiJ^150;n-A-TVF-^-^tt] 0. 1% *r vlfitftT*^ > pH7. 0) t3®» 

mm) 3oo^L^tnx.s«2n#r«eu, ^©wii^^*^^- 

[0 0 7 3 ] 

(4 ) WM^S^^MM 

mmtmmKLx$m%n^Kx, **** mseb^sds-p age^ 
f#77r/m^u^^r/y^-^ cs-9soopc) xtfMLtz 0 »2oo 

£BCA protein assay kit(Pierce*t)T^6a»U * w » e «^°-^** C ^** 
MgE»KfcLfeo U 0,25,50,100,200,4 

00, 800ng/mL<DMm^WL*mn LfCo 
[0 0 7 4] 

£2itiU ; gflfl 3 gjg^ U £MM K^ ^ yl> igEQfc 

(l) *IMI§l<^J£ * ,„ A o*«i+iw-r* 

^n^-f Y<D^^^KKmmBm^. (2 0mmoL/L 2-^*'j;x^ 

>*>l,*>SMfa€H, 0.9%NaCl, 0.1% BSA, 0 . 2 %7°n * U >150) fclOO^ffiL 
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t~ ZZIZ (0, 50,100,200,400,800ng/mL) £ |W]»^? ^ ;V \Mjl, 

^ ^ _ ^ ? x #t-=e igE^e y ;v#u# * L . 100 ^ l T 

100^L"foin£. tfiI*Tt«30^flR£^^o 3.2mol/L«£lOO^ojjn 
m SlJv«630nm^ilJJSLfCo iSCi^^^MgE (SOOng/ml) 0«^^m#0*7E 
[0 0 7 5] 

(2) l*3go»Hrat£lfc 
H^^jflL^3^#*^#«m-e-etL^x^m^F!l^ll»b^ I^B#^ilJSL^^^;wej 

Tjk-f t&*), Wi±98. 9%^ <b 109. 7% t tLfco 

[0 0 7 6] 





(ne/mL) (ne/mL) 


(ne/mL) 


HlUX* 

(ne/mL) 


(%) 


(%) 


A 


0 

178.7 
342.5 


74.7 

249.0 

417.9 


74.7 

253.4 

417.2 


174.3 
343.2 


97.5 
100.2 


98.9 


B 


0 

178.7 
342.5 


82.6 

278.8 

458.1 


82.6 
261.3 
425.1 


196.2 
375.5 


109.8 
109.6 


109.7 


C 


0 

178.7 
342.5 


66.1 
233.2 
424.4 


66.1 
244.8 
408.6 


167.1 
358.3 


93.5 
104.6 


99.1 



± S B (T) co^-k'^^oT. mWk^^^y YlgQ^XXfmU^^^y MgM (Cortextt 
) tJtttkUiigU**, TSB [*2] »i7i:, I gGXIfl gMh^^ 

[0 0 7 7] 
[^2] 





( U g/mL) _ 


(ng/mL) 


(%) 


IgE 
IgG 
IgM 


0.8 
1429 
900 


800 
1.2 
0.3 


100 
0.00008 
0.00003 
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[0 0 7 81 

. 9 — 9 7. 6 n g/mLt^o/Co 

E*rC# Rzmftfr*&tt*fr*y V I gE*5E?ll*»ofl|ffinaifeTiril*l^*a«i-* 

V > o i g e m« * < iiu^-r * - ^ £ * ° 

[H2]*W^7HgEI^tt« [2] WSxttSDS-PAGE 
[0 3] ^lo*^*? > I gEl^« [4] £*1-^;v^ hPCA&ScO 

[H4] *§&3&©*r/we? > I gE«W^ [5] t$tfx^^^7r^ ✓ 
^Sff^S^oiV^ I* 1 gE^Si^I^*^«iL«L«ffllt 
[ 0 °6] r^E^^y h I gE^^M^ffll^^«l*lt (^#1-3) (Dm 
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1/ 



mm 

mi] 



212,000 
170,000 
116,000 
76,000 

53,000 
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